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Supplementary Figure S1. Baseline characteristics: (a) Body weight in control ( ) 

and water-restricted ( ) SHR at baseline and at the end of the 4-week water-restriction 

protocol (post-treatment). (b and c) Kidney weight expressed in g and g per 100 g body 

weight in control and water-restricted SHR at the conclusion of the 4-week water restriction 

protocol. All data are presented as mean ± SEM. Body weight data were analyzed using 

repeated-measures ANOVA followed by Bonferroni’s post hoc tests (2 comparisons per 

analysis). Kidney weight data were analyzed using an unpaired t-test. *** P<0.001 versus 

baseline. # P<0.05 versus control SHR. n = 8-13 per group. 
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Supplementary Figure S2. Representative confocal images from (a) control ( ), and 

(b) water-restricted ( ) rats show normal glomerular morphology and comparable 

expression levels of podocyte-specific markers such as p57 (red) and synaptopodin (SNP, 

green). Total podocyte number per glomerulus (c), podocyte density (d) and synaptopodin 

expression (e) were similar between control (n=3) and water-restricted (n=3) rats. All data 

are presented as mean ± SEM. In each rat, 20 glomeruli were systematically sampled 

across the renal cortex (from superficial to juxtamedullary regions) for a total of 60 

glomeruli analysed per group. Data were analysed using an unpaired t-test; ns: not 

significant. 

 

 

Control

Water-restricted



 

 

 

Supplementary Figure S3. Urinary protein, uric acid and NGAL concentration ratios: 
Urinary (a) protein, (b) uric acid and (c) NGAL concentrations are expressed as a ratio of 

creatinine concentration in control ( ) and water-restricted ( ) SHR at the end of the 

4-week water-restriction protocol. Measurements were made during the first 8h (including 

the 2 hour period of water access) and last 16h of a 24h urine collection. Data are 

presented as mean ± SEM and were analyzed using repeated-measures ANOVA with 

Bonferroni’s post-hoc tests (2 comparisons). * P≤0.0.5 versus control SHR at that time 

period. n = 8-13 per group. 

 

0

1

2

3

U
rin

ar
y

P
ro

te
in

  t
o

 C
re

at
in

in
e

R
at

io

Control Water-restricted

0.0

0.2

0.4

0.6

0.8

U
rin

ar
y

U
ric

 A
ci

d
 to

 C
re

at
in

in
e

R
at

io

8 hours 16 hours
0

2

4

6

8

10

12

U
rin

ar
y

N
G

A
L

 to
 C

re
at

in
in

e
ra

tio

*

Control Water-restricted



 

Supplementary Figure S4. Representative gating strategy for (a) circulating and (b) renal 

IFN-γ- and IL-4-producing T cells. For circulating T cells, lymphocytes were gated based 

on forward and side scatter properties, from which viable cells and subsequently CD3+ 

cells were gated. For renal T cells, CD45+ cells were gated from the original forward 

scatter and side scatter plot, Viable cells were then gated from which CD3+ cells were 

isolated. IFN-γ- and IL-4-producing T cells were gated based on an unstimulated blood 

and renal samples. 



 

 

 

 

 

 
Supplementary Figure S5. Representative flow cytometric plots of gating for IFN-γ+ and 

IL-4+ cells from unstimulated renal T cells (left), and PMA-ionomycin-stimulated renal T 

cells from control (center) and water-restricted (right) SHR. 

	
  

	
  

 


